Approximately 30 µg of purified eIF3e and eIF3m complexes, contained in similar volumes, and the mean volume of mock purification for each eIF3e or eIF3m purification (because there was very little protein in the mock purification; see Figure 1B , lane WT-TB) were reduced using 10 mM dithiothreitol for 30 min at 37°C, to reduce Cys residues. Cys residues were alkylated (Carboxamidomethylated) using Indoleacetamide at 20 mM for 45 min at 37°C in the dark.
I 0 is the I value measured before photobleaching, while I t is the I value at a given time point t. RI in an unbleached cell was also measured, to correct for spontaneous photobleaching due to image acquisition. To measure nuclear import, corrected RI in the entire nucleus of the photobleached cell was divided by that in the cytoplasm to obtain RI N/C (N/C = nuclear/cytoplasmic).
Note on S. pombe eIF3 Complexes
In a previous report (Zhou et al., 2005) we had affinity-purified eIF3 complexes using the same eIF3e-proA and eIF3m-proA epitope-tagged strains used in the present study. The purified complexes were resolved by SDS-PAGE, Coomassie blue-stained bands were excised, and the contained proteins were identified by MALDI-TOF mass fingerprinting or by LC-MS/MS on a ThermoFisher LCQ Deca ion trap instrument. In this earlier work, we identified two distinct eIF3 complexes with an overlapping set of subunits in S. pombe. Specifically, one complex appeared to contain, in addition to the core subunits (a, b, c, g and i), eIF3m and eIF3h, while the other complex contained eIF3e and eIF3d instead of m and h (Table S5 ). We also showed that the eIF3m-containing complex associates with a larger set of cellular mRNAs than the eIF3e-containing complex.
The data shown in our present report confirm the existence of two distinct eIF3 complexes.
However, their composition shows minor variations from that described by Zhou et al. Whereas we still find that the eIF3m-containing complex contains far substoichiometric amounts of eIF3d and eIF3e, the complex purified via the eIF3e-proA bait is found to contain all known S. pombe eIF3 subunits and is thus not missing eIF3m and eIF3h as found by Zhou et al. (Figures 2B and 2C, Table S5) . A similar S. pombe holo-eIF3 complex was recently purified biochemically by another group (Ray et al., 2008) .
We believe the disparities between Zhou et al. and the present study are entirely due to our previous use of much less sensitive mass spectrometry (MALDI-TOF and LC-MS/MS on a LCQ rather than an LTQ Orbitrap instrument), which caused us to overlook eIF3m and eIF3h in the complex that contained eIF3d and e. This is most likely due to the comigration of the 45 kDa eIF3m and the 40 kDa eIF3h proteins with the IgG bands on SDS gels. Our new work, using the highly sensitive LTQ Orbitrap, corrects this shortcoming, because the eIF3 complexes were analyzed by MS without prior gel separation. This also allowed the identification of the substoichiometric eIF3j subunit, which was missed by Zhou et al. (Figures 2B and 2C, Table S5 ).
Despite these corrections, we still interpret our data such as to indicate the existence of two distinct eIF3 complexes with an overlapping set of subunits in S. pombe (Table S5) for the following reasons:
1. It is unlikely that eIF3d and e appear substoichiometric in the complex purified via the eIF3m bait because they dissociated from the eIF3 holocomplex upon epitope tagging of eIF3m.
If this were the case, one would expect that cells containing tagged eIF3m would phenocopy eif3e mutants. However, eif3m-proA cells do not show the strong sensitivity of eif3e mutants to H 2 O 2 ( Figure S3 ).
2. In our previous publication (Zhou et al., 2005) , we also showed that eIF3 purified through a tag on eIF3b contains all subunits, but eIF3d and e are clearly substoichiometric. Since it is unlikely that tagging of two different subunits (eIF3b and eIF3m) would lead to the fortuitous dissociation of the exact same two subunits, the most likely interpretation of these findings is that complexes purified via eIF3b and eIF3m copurify a mixture of complexes containing and lacking eIF3d and e. Thus the latter two subunits will appear substoichiometric.
3. If eIF3d and e dissociated from tagged eIF3m, one would expect a complete absence of these subunits in the eIF3m-purified material. However, our data show that about 20%-25% of eIF3 purified via eIF3m contain eIF3d and e ( Figure 2C ). Once again, we take this as indication that two distinct eIF3 complexes copurify with the eIF3m-proA bait.
Figure S1. RNA Removal from the Lysate by RNAase
Total S. pombe cell lysate was split into two equal halves and either treated with or without RNase A (4°C for 1 hr with rocking). Samples were analyzed by electrophoresis in 1% agarose, and RNA was revealed by staining with ethidium bromide. The RNase-treated sample was used in purification #3 and the untreated sample was used in purification #2. 
Various Ribosomal Proteins
Cells deleted for eif3e were transformed with either an empty plasmid ("-") or with plasmids expressing eif3e or the indicated ribosomal proteins. Serial dilutions of cells were spotted onto YEAU plates and incubated at the temperatures indicated. All four ribosomal proteins partially suppress the cold sensitive growth phenotype of the eif3e mutants. Similar results were found for S9, S13, S17, S26, L2, L13/16, L16, L20A, L21, L22, L30/30A, and L31 (data not shown). a number indicate spectrum counts † †(KK) residues in parentheses denote that the MS/MS data indicated one K residue or the other could be the site of the GG tag.
*Serine (S) or threonine (T) residues followed by "*" are sites which contained an additional mass of 79.9663 Daltons, which is equal to the mass of a phosphate group, putatively resulting from phosphorylation of that site.
C^ designates a Cys residue that was carbamidomethylated (addition of 57.0215 Da) during the alkylation step of sample preparation. †Lysine (K) residues followed by " †" are sites which contained an additional mass of 114.0429 Daltons, which is equal to the mass of a GG tag, or an additional mass of 382.2281 Daltons, which is equal to the mass of a LRGG tag, putatively resulting from attachment of ubiquitin at that site. Non-ATPase lid subunit of the 19S regulatory particle of the 26S proteasome Non-ATPase lid subunit of the 19S regulatory particle of the 26S proteasome Non-ATPase base subunit of the 19S regulatory particle of the 26S proteasome
One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome One of six ATPases base subunit of the 19S regulatory particle of the 26S proteasome Proteasome-interacting protein involved in the assembly of the base subcomplex of the 19S proteasomal regulatory particle (RP) Proteasome-interacting protein involved in the assembly of the base subcomplex of the 19S proteasomal regulatory particle (RP) Major component of the proteasome; tethers the proteasome core particle to the regulatory particle, and enhances the stability of the proteasome Proteosome activator subunit; found in association with core particles, with and without the 19S regulatory particle The number of "+" signs indicat e t he approximate relat ive abundance of the subunit in t he complexes (see Fig. 2B ) Zhou et al. (2005 ) Sha et al. (2009 c Low amounts of these subunit s were det ected in the complex purified via the eif 3m-proA bait pres umably due t o co-purificat ion of the eIF3e containing complex, which also contains eIF3m
